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REAGENT AND KIT FOR ENZYME ASSAY
COMPRISING A SUBSTRATE CONSONANT WITH
GIVEN ENZYME TO BE ASSAYED

This invention relates to enzyme assays and substrates
for use in such assays.

The presence or absence of certain enzymes in vivo 18
a useful indicator of illness or deficiency in the organism
concerned. Enzymes are also useful in monitoring mi-
crobial growth in fermenters and in the food industry
and are important in enzyme-linked immunosorbent
assays (ELISA), and in the characterisation of bacterial
species in cuiture. |

A method of assaying enzymes i1s to prepare a sub-
strate for each enzyme labelled with a releasable chro-
mogenic group which is colourless or of pale colour
when attached to the substrate, but which is strongly
coloured when released by enzyme attack on the sub-
strate (i.e. the reagent is of the form S—Z where S is the
structural element recognised by the enzyme and Z 1s
the chromogenic group released by enzymic cleavage
of the S—Z bond).

U.K. Patent 2008103 described the use of certain
nitrovinylphenyl derivatives for this purpose. However
-such nitrovinylphenyl derivatives suffer a number of
disadvantages:

(i) Lack of sufficient water solubility. Usually with
some of these nitrovinylphenyl substrates one cannot
exceed 2 millimolar solution, and in the case of carbox-
ylic acid esters of nitrovinylphenols, the solubility 1s
very much less. Consequently, it i1s rarely possibie to
achieve sufficient solubility of the substrate to saturate
the enzymes to be detected. Higher solubilities can be
achieved in solvents such as methanol and dimethyl-
sulphoxide, but enzymes are generally adversely af-
fected by such solvents.

(i) When the mitrovinyiphenyl substrates need to be
incorporated into kit form for easy and convenient use,
they must be supplied as ready-made solutions, because
of the difficulties associated with solubilising these sub-
strates. This gives rise to problems of stability and a
preferred method of presentation would be as a readily
water-soluble solid, preferably in admixture with buffer
salts, from which the user could conveniently make up
the required substrate solution.

(iii) To develop fully the colour of the chromogenic
nitrovinylphenol group, basic conditions are required,
preferably pH 9.5. At such pH’s, some chemical break-
down of the substrate is possible leading to the release
- of the chromogenic group, producing an undesirably
high blank value to be offset.

(iv) At such high values of pH, nitrovinylphenols can
undergo a Michael reaction or a reverse Nef reaction,
leading to rapid fading of the generated colour and, at
pH 9.5, experience has shown that the final readings
have to be taken preferably within 5 minutes.

The applicants have aimed to overcome these disad-
vantages by providing enzyme substrates which are
more water soluble than the nitrovinylphenol sub-
strates, capable of releasing highly coloured chromo-
genic groups, the full colour of which i1s generated as
close to neutral pH as possible, and is not susceptible to
chemical breakdown in ordinary usage. In addition,
substrates which afford insoluble chromogens are useful
in some circumstances where the released chromogen is
collected on a filter paper or membrane, or 1s strongly
absorbed in such a way as to be water-fast. The colour
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of filter paper or membrane is then an indicator of the
presence or absence of the particular enzyme (e.g.
ELISA assays). This particular property is valuable in
“dipstick’ devices in which immobilisation of the chro-
mogenic phenol is important in order to achieve an even
colour.

According to this invention a reagent for enzyme
assay comprises a substrate consonant with a given
enzyme to be assayed, labelled with a chromogenic
group which, on action of the given enzyme, is liberated
to give a coloured product, characterised in that the
chromogenic group has the general formula:

—X—aryl—(CR=CR’),—Het

where Aryl is any aryl group, nis 0-3, R and R’ are any
compatible groups, Het is any heterocyclic group capa-
ble of extending the delocalisation of the electrons from
the aryl group. X is NR or O, where R is H, alkyl or any
suitable group that will not hinder the enzyme. En-
zymes which may be assayed by the use of the appropri-
ate substrates, include aryl esterases, carboxyesterases,
lipases, acid and alkaline phosphatases, phosphodieste-
rases, sulphatases and glycosidases of many kinds,
where the released groups would be of the form
—O—Aryl—(CR—=CR'),—Het. This invention is not,
however, limited to such enzymes and by choice of
suitable substrate many other enzymes can in principle
be determined. For example, substrates for peptidases
and amino acid transferases of the form:

RCH(NHCOR)CONR —aryl—(CR=CR),—Het

are envisaged, where the R and R’ substituents are vari-
ous compatible groups, and the released chromogen
would be the aminoaryl derivatives HRN—Ary-
] —CR—=CR'—Het.

The chromogenic product produced by enzyme ac-
tion should preferably be of substantiaily different col-
our from the background colour associated with either
unreacted substrate or the biological fluid being exam-
ined.

The phenols for use in the manufacture of substrates,
or the substrates themselves may be prepared by con-
densation of a formylphenol or its O-substituted deriva-
tives with activated heterocyclic ring methylene or
methyl group of a suitable heterocyclic partner.

RO-—Ar—CHO+4-H>;C
Het —RO—Ar—CH—C-—Het

RO—Ar—CHO+H3C—Het—RO—Ar—CH=—
CH-—Het

where Het =heterocycle, and Ar=aryl ring

Particularly preferred reagents are formed from O-
acyl- and O-glycosyl derivatives of vanillin and syrin-
galdehyde (or similar starting materials such as 4-
hydroxybenzaldehyde or salicylaldehyde) by coupling
with appropriate heterocycles such as rhodanine-3-
acetic acid, 1,2-dimethylpyridinium iodide, 1,4-dime-
thylpyridinium iodide, 1,2-dimethylquinolinium iodide,
1,4-dimethylquinolinium iodide, 2-thiobarbituric acid,
and 2,3-dimethylbenzothiazolium tosylate. This list is
merely representative and not exclusive.

Such condensations have generally been effected
under mild conditions using base catalysis (pipenidine-
ethanol, ammonium acetate-ethanol, potassium acetate-
acetic acid-ethanol, except in the case of barbituric acid
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derivatives, where the reaction was catalysed by acid. It
1s believed that many similar reagents may be prepared
by using these methods. In the examples described in
this patent, the given formula describes only one of the
two possible geometrical isomers about the double

bond. In no case has the configuration been established
unambiguously and both isomers are claimed.

The reagents of the invention release chromogenic
products of distinctive colours, oranges, reds and blues,
typically possessing Amqx 450-700 nm and with a molar
extinction coefficient € greater than 20,000. If the assay
is carried out using a spectrophotometer, then a high
value for € is desirable, but for visual estimation, such as
in some ELISA based diagnostics (e.g. pregnancy tests)
and in “dipsticks”, the breadth of the envelope of ab-
sorption in the visible part of the spectrum 1s as impor-
tant as €mgx and €mex Of less than 20,000 can be tolerated.
Some enzymatically released chromogenic compounds
in the present invention have wide envelopes of absorp-
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tion and are therefore highly suitable for visual estima-

tion.

The reagents of the invention include a wide range of
compounds and include derivatives of chromogenic
compounds well known to those engaged in the art of
colour chemistry. Preferably these reagents are chosen
in order to optimise solubility, facilitate enzyme-sub-
strate interaction and to optimise the intensity of the
released chromogenic molecules already referred to.

Preferred reagents according to the invention rely
upon the presence of unsaturation based upon the aryl
ring and conjugated to a heterocyclic system. The rea-
gents preferably rely upon the presence of auxochromic
groups in the aryl nucleus such as hydroxy or alkyloxy,
the hydroxy function providing the link between the

chromophore and the substrate portion of the molecule.

The heterocyclic systems enhance the colour of the
chromophore by a process of electron delocalisation.

BRIEF DESCRIPTION OF THE DRAWING

The drawing illustrates the general reaction scheme
of the method of enzyme assay according to the inven-
tion. |
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DETAILED DESCRIPTION OF THE
INVENTION

Preferred chromogenic groups which may be used in
exercising the present invention include the following:

RO (1a)

(Ib)

Where
n=0 to 3;
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R =acyl(R'CO—), (HO),OP—(or salt), HOSO,—(or
salt), glycosyl, or any other group capable of releasing
the chromophore on enzyme action;

R;-R7=any alkyl, alkoxy or other compatible group;

A=0, S or NH;

X=0, S or NH;

Y =C=S, C=0 or C=NH;

Z=NH, N-alky], N-aryl, N—(CH;)xCO;H and salts
and esters thereof, NQ-—(CH2)INR’2 and salts thereof,
N—(CH3)xSO3H and salts thereof, and
N-—(CH>)xNR'3X (R'=alkyl);

x=1to0 6.

(I1a)

(IIb)

Where

n=0 to 3;

R =acyl(R'CO—), (HO),OP—(or salt, HOSO;—(or
salt), glycosyl, or any other group capable of releasing
the chromophore on enzyme action;

R 1-R4=H, alkyl or alkoxy

R;5-R7=H, alkyl or aryl

A=0, S or NH;

X =C-alkyl, C-aryl;

Z=NH, N-alkyl, N-aryl, N—CcH4SO3H and salts
thereof, N—(CH3)xCO>H and salts, esters and amides
thereof, N—(CH3)xSO3H and salts thereof;

x=1 to 10.

(I11a)

(111b)
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R
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where

n=1 to 3;

R =acyl(R'CO—), (HO);OP—(or salt), HOSO;—(or
salt), glycosyl, or any other group capable of releasing
the chromophore on enzyme action; '

R1-R4=H, alkyl or alkoxy;

40 Rs5-R¢=H, alkyl or aryl;
R+-Rjgand Rj2-Rj3=H, alkyl or aryi;
Ri11=alkyl; and
X =halide or other anion.
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Rs Rs R~ X (IVa)
R
3 B
—
50 RO ) Ny
R
(IVb)
R
55 ‘
R;
60
Where
n=0 to 3;

R=acyl(R'CO—), (HO);OP—(or salt), HOSO,—(or
salt), glycosyl, or any other group capable of releasing
65 the chromophore on enzyme action;
Ri-Rs=H, alkyl or alkoxy;
Rs-R¢=H, alkyl or aryl;
Ry=H, alkyl, aryl or any compatible group;
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A, B=NH, N-alkyl, N-aryl, N—CgH4SO3H and salts
ther‘ecif, N—(CH3)xCO,H and salts, esters and amides
thereof, N—(CH>),SO3H and salts thereof;

O | (VIb)

X,Y, Z=0, S, or NH; 5
x=1-10.
OMe
(Va)
10 Where
(3) Ri=H
(4) Ri=ChyCO;H
(s (5) Ri=Ce¢H4—4—0OH
(6) Ri=CcH4—4—COH
(7) Ri=C¢Hs—4—SO3H
0 (8) Ri=Ce¢H1r—3,4,5—0Me
- (9) Ri=Me
h) (Vic)
MeO N N—R,
Rz OMe
R 30 Where
(10) Ri=H
(11) R;=CH,CO;H
(12) R1=C¢Hs—4—OH
R3 wvay 35 (13) Rj=CeH4—4—COH
(14) R1=C¢Hs—4—S0O3H
e S o (15) R = CgHy—3,4,5—OMe
" NN (16) Ry =Me
Re If"" ¥ — l 40
R R4 Ro Rio Vie
R3
Where 45
n=0 to 3;
R =acyl(R'CO—), (HO),OP—(or salt), HOSO,—(or
salt), glycosyl, or any other group capable of releasing OMe
the chromophore on enzyme action; 50
R;-Rs=H, alkyl or alkoxy; Where
Rs-Re=H, alkyl or aryl; _ (17) Ri=H
R7-Rg=H, alkyl, aryl or any compatible group; (18) Ri=0Me
Rg=alkyl; 55
X ==halide or other anion. 1™ e (Vle)
Z TN _-:"
Ri CHO (Vla} R, o S |
60
RO RO
OMe OMe
Where 85 Where
() R1=H; (19) R1=H
(2) R1=0OMe (20) R1=0Me
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-continued
O (VIK)
(VIf) T
. X NCH,CO,H
R S _/
RO \
. S
RO OMe
10 (30)
Where | For compounds 1-30 in Figures via-vlk;
(21) R)=H | Series (a): R=H |
(22) R|=OMe s Series (b): R =2-acetamido-2-deoxy-£-D-
glucopyranosyl
Series (c): R =f-D-galactopyranosyl
(Vig) Series (d): R=CH3(CH;),CO—

Series (e): R=CgHsCO—
20  Series (f): R=(HO);,PO—0O—.
 One particularly preferred class of reagents accord-
ing to this invention include those based upon the 2-thi-

oxothiazolidin-4-one (thodanine) nucleus (Formula Ib),
A—0, X=S, Y=—=C=S, Z=N(CHj3)xCO;H or simlar

RO 23 compounds as a releasable substance. For example, the
phenol (Formula . Ib) R;=0Me,

R=Ry=R3=R4=R7=H, n=0, A=0, X=S§,

Where | Y=C=S, Z=NCHCOsH has a conjugate base with

30 Amax 490 nm, € 32,600. By extension of the conjugation
between the aryl and heterocyclic systems, the intensity
of colour and Anqx may be increased: thus the conjugate

(23) Rj=H, R;=Me
(24) R;{=0Me, R;=Me

(25) R1=0Me, R;=CH3CH;CH>— base of the phenol Formula Ib  with
35 R=Ry=R3=R4=Rs5=R¢=R7=H, Rj=0Me, N=1,
(VIh) A=C=0, X=S, Y=C=S, Z=CH;CO;H has Apnux

S - 524 (broad envelope 450-600 nm), molar extinc-
QM :O tion > 40,000.
N~ Amongst the reagents preferred for the release of a
I!,ie TO- 40 highly coloured substance, those shown in Formulas
RO | Ila-j and Va-d are valuable. Thus for Formula IIIA,
OMe .

with R, Ri-Rijg=H. Rjj= Me, n=1, X=1- strong
colour is associated with the formation of the conjugate

(26) base (Amax 444, € 27,000) which shows strong solvato-
45 : . . :
| chromism. Thus, the conjugated base in organic sol-
(VL)  vents or in mixtures of water and organic solvents
shows a well known marked bathochromic shift. In
anhydrous pyridine Amgx is 605 mm (e 76,500).
50 Considerable enhancement of such colours 1s

achieved with the incorporation of quinolinium nuciel

OMe R, or extension of conjugation as shown in Formulas

IIIa-j. According to the invention, such colour and the

Where s enhancements referred to allow additional sensitivity in
(27) Ri1=R2=H the assay of enzymes. In particular, compounds itemised

in Formulas IIla-j and Va-d, give extremely intense

reds and blues and such colours may be intensified even

further by the development of colour in the presence of

vij) 60 organic solvents. Acetone is particularly good in this

respect, and the presence of 20% v/v acetone in water

SO:H produces a very marked bathochromic and hyperchro-

mic shift. This effect is most marked in the case of com-

¢s pounds in Formulas Ila-j and Va-d, since complete

OMe delocalisation of the electrons of the phenoxide group

(29) | can occur to give the merocyanine, formation of which
is favoured by organic solvents:

(28) Ri=0Me, Ro=CH;3;CH;
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Me Me
N+ P ~
A —_— N
N AN N
—0 _ 0
/\ phenoxide merocyanine
However, all of the other chromogenic phenols de-

scribed show a small or moderate enhancement of col- 0.014 mol) and 2-thioxothiazolidin-4-one-3-ethanoic
our intensity in the presence of acetone. acid (2.69 g, 0.014 mol) in aqueous 96% ethanol (350 ml)
In current usage a stopping buffer of sodium carbon- 15 containing ammonia (d 0.88, 2.7 ml) and ammonium

. ate and sodium hydrogen carbonate is used. However
this has a major drawback in that it requires making up
at the time of the assay. Long term storage of such an
aqueous solution is not without drawbacks.

The properties of acetone have already been men-
tioned in regard to the marked bathochromic and hy-
perchromic shifts resulting from its use and accordingly
the present invention provides a stopping buffer in the
form of an acetone soluble base, in a mixture of acetone
and water, for use as a stopping buffer. A preferred
acetone soluble base is 1,4-diazabicyclo[2.2.2]octane
(DABCO). - -

Other means of colour development of all the chro-
mogenic phenols includes absorption on to a solid phase
containing basic groups, e.g. diethylaminoethylcel-
lulose (DEAE-cellulose).

The substrates, and more so the conjugate bases of
most of the compounds described in Formulas Illa-)
and Va-d are selectively absorbed on to cellulose and
related polymers under mildly basic conditions, giving
intense colours which are not leached from the polymer
by water. The colour formed on cellulose is quite differ-
ent from that in solution and resembles the colour of the
merocyanine. Such a property makes them valuable
chromogens for use in “dipstick” devices and ELISA
‘diagnostic kits.

Samples which may be conveniently assayed are
those in fluid form, comprising biological fluids, e.g.
serum, urine, samples derived from cell homogenates,
micro-organisms, plant tissues, and enzyme conjugated
antibodies and antigens.

The following illustrative examples show the prepa-
ration of substrate in accordance with the invention.
There are also examples show analysis of esterase and
N-acetyl-8-D-glucosaminidase (NAGase) respectively.

For the preparation of the glycosides, 4-formyl-2-
methoxyphenyl 2-acetamido-2-deoxy-8-D-
glucopyranoside and B-D-galactopyranoside, and re-
lated compounds (as described in U.K. Patent 2008103)
were condensed with the appropriate heterocycle. The
carboxylic ester substrates were prepared etther by
direct acylation of the chromogenic phenol, or by con-
densation of heterocycle with the appropriate ester of
the hydroxybenzaldehyde derivative. The phosphates
were mainly prepared by direct phosphorylation of the
appropriate chromogenic phenol.

Ammonium
5-[4-(2-acetamido-2-deoxy-f3-D-glucopyranosyloxy-3-
methoxyphenylmethylene]2-thioxothiazolidin-4-one-3-

ethanoate (4b).

A stirred suspension of 4-formyl-2-methoxyphenyl
2-acetamido-2-deoxy-B-D-glucopyranoside (1b) (5.00 g,
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chloride (2.63 g, 0.049 mol) was heated at about 60°.
The mixture soon turned yellow, but remained hetero-
geneous. The reaction was continued for 4 h when t.1.c.
(chloroform-methanol, 5:2) indicated that the starting
aldehyde had been converted into a yellow slower-
moving product. The solution was filtered and the yel-
low solid washed with boiling methanol to give (4b)[6.6
g, 86%, m.p. 165°-173° C. (decomp.), [a]p+18" (c 1,
DMSO)], as a fine microcrystalline solid (Found: C,
44.65: H, 5.33;: N, 7.28. C1H37N101052.H,0 calc: C,
44.75; H, 5.19; N, 7.4%).

This compound was an excellent substrate for NA-
Gase (K,; 0.98 mM) and solutions of up to 10 mM in
water could be achieved. The released phenol had Amax
(H,0, pH 10) 490 nm, € 32600; Amax (0.2M DABCO in
4:1 water-acetone) 505 nm, € 42,000, and the colour did
not fade at pH 10 or below.

When the above condensation was repeated in metha-
nol using potassium acetate as catalyst, the correspond-
ing potassium salt was obtained in 25% yield as a yellow
solid. When the condensation was repeated using acetic
acid-potassium acetate as catalyst, followed by acidifi-
cation with an excess of acetic acid, the free acid was
obtained in good yield (m.p. 170°-172%).

4-Formyl-2,6-dimethoxyphenyl '
2-acetamido-3,4,6-tri-O-acetyl-2-deoxy-3-D-
glucopyranoside.

A solution of 2-acetamido-3,4,6-tr1-O-acetyl-2-deoxy-
a-D-glucopyranosyl chloride (18.3 g, 50 mmol) in ace-
tone (100 ml) was added to a solution of syringaldehyde
(9.1 g, 50 mmol) in IM potassium hydroxide solution
(100 ml). The mixture was then stirred for 18 h and then
diluted with water. The precipitated crystalline solid
(10.8 g, 42%) was then filtered off, washed well with
water and recrystallised from acetone-water water to
give the title compound, m.p. 222°-225°%, [a]p+3° (c
0.9, CHCl3) |

4-Formyl-2,6-dimethoxypheny] 2-acetamido-2-deoxy
-B-D-glucopyranoside (2b).

A stirred suspension of the above tnacetate (7.6 g, 15
mmo}) in methanol (500 ml) was treated with M-sodium
methoxide (2 ml). The solid dissolved within 30 min to
give a pale yellow solution from which the title com-
pound started to separate out as a lumpy gelatinous
solid. The supernatant was then decanted off and the
addition of water (50-100 ml) caused the solid to be-
come more granular and crystalline. The solhid was then
filtered off giving the title compound 2b, which was
washed well with water, acetone and then finally with

ether. It was then recrystallised from hot water, m.p.
186°-189° C., f[a]p+13° (c 0.85, H20)
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| Ammonium
5-[4-(2-acetamido-2-deoxy-B-D-glucopyranosyloxy--
3,5-dimethoxyphenylmethylene]-2-thioxothiazolidin-
4-one-3-ethanoate (11b).

A suspension of 4-formyl-2,6-dimethoxyphenyl 2-
acetamido-2-deoxy-B-D-glucopyranoside (2b)(0.50 g,
1.3 mmol) and 2-thoxothiazolidin-4-one-3-ethanoic acid
(0.25 g, 1.3 mmol) 1n 96% aqueous ethanol (90 ml) con-
taining ammoma (d 0.88, 0.25 ml, 4.5 mmol) and ammo-
nium chloride (0.25 g, 4.7 mmol) was stirred at room
temperature for 4.5 d when t.l.c (chloroform-methanol,
5:2) indicated that the starting aldehyde had been con-
verted into a yellow slower-moving product. The solu-
tion was filtered and the collected solid washed with
ethanol to give 11b (0.7 g, 87%) m.p. 150°-155° C.
(decomp.), [alp=38° (c 0.8, DMSO) as a fine crystal-
line yellow solid.

The substrate was soluble in water and was a fair
substrate for NAGase. The released phenol had Aux
(H20, pH 10) 515 nm, € 44,000, A;nax (0.2M DABCO in
4:1 water-acetone) 529 mm, € 47,500 and the colour did
not fade at pH 10 or below.

| Ammonium
5-f4-(B-D-galactopyranosyloxy)-3-methoxyphenyl-
- methylene}-2-thioxothiazolidin-4-one-3-ethanoate (4¢).

A stirred suspension of 4-formyl-2-methoxyphenyl

a-D-galactopyranoside (1¢)(0.65 g, 2.0 mmol) and 2-thi-

oxothiazolidin-4-one-3-ethanoic acid (0.39 g, 2.0 mmol)
~1n aqueous 96% ethanol (150 ml) containing ammonia (d
0.88, 0.4 ml) and ammonium chloride (0.4 g, 7 mmol)
was heated under reflux for 3 h when t.1.c. (chloroform-
methanol 5:2) indicated that the starting matenal had
-been completely converted into a yellow slower-mov-
ing product. The solution was filtered and the collected
solid washed with ethanol to give 4¢ as a fine yellow
solid {0.95 g, 97%, m.p. 176°-180° C., [a]p—35° (c 1,
DMSO)} (Found: C, 45.26; H, 4.78: N, 5.32.
Ci19H24N2010S7 calc: C, 45.23; H, 4.79; N, 5.55%).

The compound was easily soluble in water and was a
very good substrate for E. Coli B-galactosidase.

Ammonium
5-[4-(B8-D-galactopyranosyloxy)-3,5-dimethoxyphenyl-
methylene}-2-thioxothiazolidin-4-one-3-ethanoate (11c).

To a suspension of 4-formyl-2,6-dimethoxyphenyl
B-D-galactopyranoside (2¢) [0.17 g, 0.5 mmol, prepared
similarly to (1c¢)] in methanol (10 ml) containing ammo-
nium acetate (0.09 g, 1 mmol) was added 2-thioxo-
thiazolidin-4-one-3-ethanoic acid (0.1 g, 0.5 mmol) and
the mixture heated under gentle reflux. After 30 min.
The solution become homogenous and after 4 h a prod-
uct began to separate. After a further 1 h the mixture
was cooled and the product filtered off and washed well
with methanol to give 11c (0.16 g, 58%), m.p. 173°-174°
C., [a]p+2.2° (c. 0.8, DMSO).

Ammonium
5-[4-(2-acetamido-2-deoxy-B-D-glucopyranosyloxy)
-3-methoxyphenylmethylene]-2-thioxothiazolidin-
4-one-3-benzene-4-carboxylate (6b)

2-Thioxothiazolidin-4-one-3-(benzene-4-carboxylic
acid) (0.27 g, 1.1 mmol) was added to a stirred suspen-
sion of 4-formyl-2-methoxyphenyl 2-acetamido-2-
- deoxy-8-D-glucopyranoside (1b)(0.38 g, 1.1 mmol) in
methanol (25 ml) containing ammonia (d 0.88, 2 drops)
and ammonium chloride (0.21 g, 4.0 mmol) to give a
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yellow heterogeneous mixture. The reaction mixture
was boiled under gentle reflux for 8 h after which t.l.c.
(chloroform:methanol, 5:2) showed all the starting ma-
terial had been converted to a slower-moving yellow
product. The mixture was allowed to cool and the prod-
uct filtered off and washed well with methanol to afford
a yellow powder (0.3 g). m.p. 209°-212° C. (decomp).
[alp+17° (c 0.48, DMOS).

5-[4—(2-acétamido-2—deoxy-f3-D-g']uccpyranosylaxy)-3-
methoxyphenylmethylene]-3-(4-hydroxyphenyl)-2-thi-
oxothiazolidin-4-one (5b)

3-(4-Hydroxyphenyl)-2-thioxothiazolidin-4-one (0.23
g, 1.0 mmol) was added to a stirred suspension of 4-for-
myl-2-methoxyphenyl 2-acetamido-2-deoxy-3-D-
glucopyranoside (16)(0.32 g, 0.9 mmol) in absolute etha-
nol (10 ml) containing ammonium acetate (0.08 g, 1.0
mmol) and the pale yellow heterogeneous reaction mix-
ture boiled gently. After 5 h the mixture was cooled in
ice and the yellow product was filtered off and washed
well with methanol and acetone to give 5b (0.42 g,
74%), m.p. 234°-236° C,, [a]p+2.5° (¢ 0.81, DMOS)
Found: C, 53.62; H, 4.65; N, 4.73, C35H,6N209S> calc:
C, 53.38; H, 4.63; N, 4.98).

5-(4~pr0pénoyloxy-3-methoxypheny}methylene)-Z-thi-
oxothiazolidin-4-one (3d, n=1)

(a). To a solution of vanillyl propionate (1d, n=1)(2g,
10.3 mmol) and 2-thioxothiazolidin-4-one (rhodani-
ne)(1.39 g, 1.03 mmol) in ethanol (20 ml) was added
piperidine (5 drops). The mixture was heated under
reflux for 2 h. during which time separation of the prod-
uct occurred. The reaction mixture was cooled and the
light yellow needles of (3d, n=1) were filtered off (m.p.
209°-210° C., 65% vield) .

The product was slightly soluble in water, and at pH
8 1t was cleaved by carboxyesterase to give the phenol
(3a)(Amax 488, € 32,000).

(b). The propionate could also be made by the direct
acylation of the phenol (3a) with either propionic anhy-
dride or propanoyl chloride in pyridine. This procedure
was generally preferred since it affoded a product with
none of the chromogenic phenol as contaminant.

5-(Butanoyloxy-3,5-dimethoxyphenylmethylene)-2-thi-
oxothiazolidin -4-one-3-ethanoic acid (11d, n=2)

To a solution of syringaldehyde butyrate (2, n=2)(1.5
g, 6 mmol) in absolute ethanoi (50 ml) was added 2-thi-
oxothiazolidin-4-one-3-acetic acid (rhodanin-N-acetic
acid)1.1 g, 5.75 mmol) and anhydrous potassium ace-
tate (0.9 g, 9.2 mmol). The mixture was heated under
gentle reflux for 1.5 h, and on cooling the potassium salt
of the product separated out. The entire mixture was
then diluted with water (25 ml) and concentrated hy-
drochloric acid (25 ml) to give the free acid (11d,
n=2)}m.p. 193°-194° C., 60%). The ester could also be
prepared by direct acylation of (11a) with butanoyl
chloride in pyridine.

The ester readily dissolved in alkaline buffers (pH 8
etc.) to give a yellow solution which was readily

cleaved by carboxyesterase to give the chromophoric

phenol 11a.

The compound could be isolated as the potassium
salt, but this was less stable than the free acid and slowly
decomposed on standing; solutions in excess of 2 mM
could be obtained from the potassium salt

Several related esters were made in a related manner
using the approprnate ester of syringaldehyde.



5,221,606

15

The decanoyl ester (11d, n=8) was prepared as the
free acid 1n 78% yield, m.p. 118°-119° C. and was a
good substrate for various lipases |

‘The benzoate ester (11e) was prepared in 80% yield

as the potasstum salt m.p. > 230° C. and was an excellent
substrate for carboxyesterase (K, 0.33)

Piperidinium - .
5-{3-(4'-ethanoyloxy-3'-methoxyphenyl)-prop-2-
enylidene]-2-thioxothiazolidin-4-one-3-ethanoate (30)

4-Ethanoyloxy-3-methoxycinnamaldehyde (30 mg,
0.14 mmol) and rhodanine-N-acetic acid (30 mg, 0.16
mmol) were warmed together in ethanol (1 ml) contain-
ing a small drop of piperidine. After 30 min a yellow
sticky solid separated from the reaction mixture which
was then cooled in ice; the solid become more granular
and was filtered off, washed with a little water and
dried to give the ester as the piperidinium salt in 20%
yield, m.p. 225°~226° C. The ester was hydrolysed on
incubation with carboxyesterase to give the appropriate
phenol, Amax 524 nm (€ 41,000)

3-(4-carboxyphenyl)-5-(3,5-dimethoxy-4-propanoyloxy-
phenylmethylene)-2-thioxothiazolidin-4-one (13d, n=1)

- To a stirred solution of syringaldehyde propionate

(0.238 g, 1 mmol) in methanol (15 ml) containing a small
drop of piperidine was added 3-(4-carboxyphenyl)-2-
thioxothiazolidin-4-one ((0.25 g, 1 mmol). The yellow
heterogeneous mixture was then heated under gentle
reflux for 6 h. Although t.l.c. (CHCl3:MeOH, 5:1) indi-
cated that some starting materials were still present, the
insoluble product was filtered off to give the required
adduct (13d, n=1)0.2 g, 43%), m.p. 290°-293° C.
(Found: C, 55.87; H, 4.01; N, 3.09. C2H1sNO7S, re-
quires C, 55.87; H, 4.01, N, 2.95%)

The ester reacted with carboxyesterase to give the
appropriate phenol, Apygx 535 nm (€ 20,000).

The following esters were prepared using the appro-
priate ester of syringaldehyde:

Butanoate. m.p. 287°-289° C. (Found: C, 58.81; H,
4.34: N, 3.03. C23H7707NS, calc: C, 56.67: H, 4.31; N,
2.87%)

Acetate. m.p.> 230 (Found: C, 53.83; H, 3.81; N, 3.10.
Ca1H1707NS; Calc: C, 54.90; H, 3.73; N, 3.05%).

Nonanoate. m.p. 176°-180° C. (Found: C, 61.01; H,
5.58: N, 2.50. Cy3H3109NS; Cale: C, 60.43; H, 5.40; N,
2.51.).

Benzoate. m.p.>250° C. (Found: C, 60.01; H, 3.77; N,
2.70. Co6H19NO3S; Calc: C, 59.88; H, 3.64; N, 2.68%).

This class of esterase substrates exhibited high enzy-
matic activity with various esterases but had only mod-
erate solubility in agqueous media. The nonanoate also
exhibited enzymatic activity with lipase.

3-(4-Carboxyphenyl)-3-(4-8-D-galactopyranosyloxy-3- -

methoxyphenylmethylene)-2-thioxothiazolidin-4-one
(6¢) |

To a stirred suspension of 4-formyl-2-methoxyphenyl
B-D-galactopyranoside (1c)}0.47 g, 1.5 mmol) in abso-
lute ethanol (25 ml) containing piperidine (1 drop), was
added the potassium salt of 3-(4-carboxyphenyl)-2-thi-
oxothiazolidin-4-one (0.44 g, 1.5 mmol) and the suspen-
sion was heated under gentle reflux for 2 h. A yellow
solid separated which was filtered hot and washed with
small portions of boiling methanol and ethyl acetate
followed by ether to give the product (0.2 g, 22%) as

the potassium salt, m.p. decomp.>230° C.
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Potassium
5-(4-benzoyloxy-3,5-dimethoxyphenyimethylene)
-2-thioxothiazolidin-4-one-3-(phenyl-4-sulphonate)(14¢)

Syringaldehyde benzoate (2¢)(0.286 g, 1 mmol) was
dissolved in methanol (20 ml) containing a small drop of
piperidine. Potassium 2-thioxothiazohdin-4-one-3-(4-
phenylsulphonate) monohydrate (0.33 g, 1.01 mmol)
was added and the solution heated under gentle reflux
for 4 h. The mixture was then cooled, filtered and the
product washed successively with methanol and ethy!
acetate to give 14e in 53% yield. m.p.>300° C. (Found:
c, 48.61; H, 3.35;: N, 2.42. CasH1sNO3gS3K.H>0 calc.: C,
48.92: H, 3.28; N, 2.28%). .

The ester was hydrolysed by carboxyesterase to give
the appropriate phenol Apqx 545 nm (e 21,000).

2-Thioxo-3-(3,4,5-trimethoxyphenyl)-5-(3,5-dimethoxy-
4-phosphoroyloxyphenylmethylene)-thiazolidin-4-one
| (151).

To an ice cold suspension of 5-(4-hydroxy-3,5-dime-
thoxyphenylmethylene)-2-thioxo-3-(3,4,5-trimethoxy-
phenyl)thiazolidine-4-one [15a, 0.23 g, 0.5 mmol, pre-
pared in the conventional manner by condensation of
syringaldehyde and N-(3,4,5-trimethoxyphenyl)-rhoda-
nine] in anhydrous pyridine (2 ml) was added phospho-
rus oxychloride (0.07 ml, 0.8 mmol). The mixture was
stoppered and allowed to warm to room temperature.

After 3 h. the reaction mixture was decomposed by
the addition of crushed ice, whereupon a thick yellow
precipitate was formed. The mixture was stirred for a
further 1 h and acetone (10 ml) was then added and the
precipitate filtered off and washed well with methanol
to give (15f) (0.35 g, 409), m.p. 293°-297° C. (Found C,
45.51; H, 4.42; N, 3.61. C31H29NO10PS2.H20 calc.: C,
44.91; H, 4.27; N, 2.49%).

It was moderately soluble in alkaline buffers, and was
hydrolysed by alkaline phosphatase at pH’s around 9 to
give an insoluble yellow precipitate of the phenol,
which dissolved in DABCO buffer containing acetone
to give an intense blue colour (Amgx 600 nm, € 22,100)

5-(4-Phosphoroyloxy-3-methoxyphenyimethylene)-2-
thioxo-3-methylthiazolidine-4-one (9F), pyridinium salt.

To an stirred ice cooled suspension of 5-(4-hydroxy-
3-methoxyphenylmethylene)-2-thioxo-3-methyi-
thiazolidine-4-one (0.61 g, 1.4 mmol) in dry pyridine (10
ml) was carefully added phosphoroyloxy chloride (0.20
ml, 2.2 mmol) over a period of 2 min. The solution
turned yellow. When the addition was complete the
reaction mixture was allowed to reach room tempera-
ture. It was allowed to stand 6 h after which ice was
added. The suspended solids immediately dissolved, but
soon after a yellow precipitate formed. The solvents
were removed on a rotary evaporator and propan-2-ol
added in order to precipitate more of the product. The
suspension was then warmed on a water bath, and the
warm solution (40° C.) filtered and the solid was
washed with acetone and ether to give 0.36 g of the
phosphate ester as a yellow powder. A second crop
(0.12 g) of the product was obtained from the filtrate.

The phosphate was very soluble in water and was
hydrolysed readily by alkaline phosphatase to give an
insoluble yellow precipitate, which dissolved up on the
addition of stronger alkali to give a red solution (Amax
507, € 38,600)

The corresponding derivative derived from syrin-
galdehyde, namely, 5-(4Phosphoroyloxy-3,5-dime-
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thoxyphenyimethylene)-2-thioxo-3-methylthiazolidine-
4-one (16f) was prepared in the same manner. The phos-
phate was shown by elemental analysis and 360 MHz
IH-n.m.r. spectroscopy to be a mixture of the
monopyridinium salt and free acid with approximately
two moles of water of crystallisation. The phenol liber-
ated by the action of phosphatase (K,; 0.33 mM), was
similarly insoluble in aqueous media, but soluble in
DABCO in acetone; (Amax 533 (€40,300).

5-(4-3-D-Galactopyranosyloxy-3-methoxyphenylme-
thylene)-3-(4-hydroxyphenyl)-2-thioxothiazolidin-
4-one (5¢)

3-(4-Hydroxyphenyl)-2-thioxothiazolidin-4-one (0.23
g, 1.0 mmol) was added to a suspension of 4-formyl-2-
methoxyphenyl 8-D-galactopyranoside (1¢)(0.32 g, 1.0
mmol) in methano!l (20 ml) containing a drop of piperi-
dine. The mixture, which rapidly turned yellow, was
gently heated under reflux and deposited a thick precip-
itate after 30 min. The mixture was then cooled and
filtered to give the required product (5¢){0.12 g, 23%,
m.p. decomp.>230° C, [a]p—34.4° (c 0.6, DMOS)}
(Found: C, 53.04; H, 4.55; N, 2.81. Ca3H23NOsS; re-
quires C, 52.96; H, 4.44; N, 2.68%).

The released phenol on incubation with B-D-galac-
tosidase had A,gx 535 nm (e 44,000).

4-[2(4-Benzoyloxy-3,5-dimethoxyphenyl)-vinyl]-1-
methylguinolinium iodide (24¢)

A mixture of syringaldehyde benzoate (2¢){(0.18 g,
0.63 mmol), 1,4-dimethylquinolinium 1odide (0.18 g,
0.63 mmol) and ammonium acetate (0.15 g, 1.9 mmol)
was dissolved in warm ethanol and heated under reflux.
The solution rapidly turned yellow and within 15 min,
yellow precipitate formed. The reaction was continued
for a further 1 h and then filtered. The collected solid
was washed with methanol to give (24¢)(0.28 g, 81%) as
a fine yellow powder, m.p. decomp. >250° C. (Found:
C, 58.86; H, 4.25; N, 2.71. Co7H24NO4lI calc. C., 58.60;
H, 4.37; N, 2.53%).

The ester was a substrate for esterases, but the solubil-
ity in water was low (<0.25 mM).

4-{2-[4-B-D-Galactopyranosyloxy)-3-methoxyphenyl}-
vinyl}-1-methylpyridinium iodide (19¢)

4-Formyl-2-methoxyphenyl [-D-galactopyranoside
(1c)(0.48 g, 1.5 mmol), 1,4-dimethylpyridinium 10dide
(0.32 g, 1.5 mmol) and ammonium acetate (0.35 g, 4.5
mmol) were dissolved in methanol (10 ml) and heated at
reflux temperature to give a solution which progres-
sively turned yeliow. After about 2 h, a yellow precipi-
tate started to form. The reaction was continued for a
further 2 h when t.l.c. (chloroform-methanol, 5:4) indi-
cated that almost all of the aldehyde had been con-
verted into an almost non-mobile product. The reaction
mixture was cooled to room temperature,‘the precipi-
tate filtered off and washed with a little methanol to
give (19¢) as a yellow solid (0.28 g, 34%) m.p. 237°-242°
C., [alp—16° (c 1, DMSO)(Found: C, 47.68; H, 4.99; N,
2.86. C21H26INO7 cale. C, 47.47; H, 4.93; N, 2.64%).
- The galactoside was a substrate for E. Coli 3-galac-

tosidase and had a fair solubility in water.

2-{2-[4-(2-Acetamido-2-deoxy-B-D-glucopyranosylox-
y)-3-methoxyphenyl]-vinyl}-1-methylquinolinium
iodide (21B)

To a stirred suspension of 4-formyl-2-methoxyphenyl
2-acetamido-2-deoxy-B-D-glucopyranoside (1b)(0.21 g,
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0.59 mmol) in ethano! (10 ml) containing ammonium
acetate (0.14 g, 1.8 mmol) and ammonia (d 0.88, 0.2 ml)
was added 1,2-dimethylquinolinium iodide (0.16 g, 0.56
mmol). The mixture was heated at 60°-65° C. and a
colour change to orange and then to brown was noted.
After 4 h, the reaction mixture was cooled and the solid
product filtered off and washed successively with etha-
nol, acetone and ether to give (21b) as an orange crys-
talline solid (0.23 g, 62%), m.p. 165° C. (decomp.),
[a]p+19° (0.8, DMSO)(Found: C, 49.43; H, 5.45; N,
4.46. Cy7H31N207.2H>0 calc.: C, 49.25; H, 5.36; N,
4.25%).

The compound was a substrate for NAGase and the
released phenol had Apmex (H2O pH 1Q) 515 nm (¢
42,500), (DABCO buffer) 535 nm (€ 46,500).

2-[2-(4-Benzoyloxy-3-methoxyphenyl)-vinyl-1-methyl-
quinolinium iodide(21¢)

A stirred solution of 1,2-dimethylquinolinium iodide
(0.30 g, 1.1 mmol), syringaldehyde benzoate (2e)(0.31 g,
1.1 mmol) and ammontum acetate (0.10 g, 1.1 mmol) 1n
methanol (15 ml) was heated under reflux to give a clear
orange solution from which a yellow precipitate soon
formed. After 1 h, the reaction mixture was cooled and
the precipitate filtered off to give (21e)(0.45 g, 74%) as
a yellow powder, m.p. 240°-245° C. (Found: C, 58.86;
H, 4.25; N, 2.71. Cy7H4INOg4 calc. C, 58.60; H, 4.37; N,
2.53%)

The benzoate was moderately soluble in water (0.25

mM) and was readily cleaved by carboxyesterase at pH
8.

2-12-[4-(B-D-Galactopyranosyloxy)-3-methoxy-
phenyl]-vinyl}-1-methylquinolinium iodide (21c)

A stirred suspension of 4-formyl-2-methoxyphenyl
B-D-galactopyranoside (1¢)(0.12 g, 0.37 mmol), 1,2-
dimethylquinolinium iodide (0.10 g, 0.37 mmol) and
ammonium acetate (0.06 g, 0.8 mmol) in ethanol (10 ml)
was heated under reflux to give a heterogeneous mix-
ture which soon turned orange. After 1 h, t.l.c. {(chloro-
form-methanol 5:4) indicated that the aldehyde had
been fully converted into an almost non-mobile ‘'orange
product. The solution was cooled, filtered and the col-
lected material was washed thoroughly with ethanol to
give (21c)(0.16 g, 72%) as an orange crystalline solid,
m.p. 225° C, [a]p—18° (c1, DMSO).

This compound had very good water solubility and
was an excellent substrate for E. coli B-galactosidase
(K, ca. 0.2) with 90% of vmex achieved at a concentra-
tion of 0.5 mM. In buffer at pH 10 the released phenol
had Amax 515 (€ 42,000) and in DABCO buffer it was
535 (e 46,500) |

4-{2-[4-(B-D-Galactopyranosyloxy)-3-methoxy-
‘phenyl]-vinyl}-1-methylquinolinium iodide (23c¢)

A suspension of 4-formyl-2-methoxyphenyl A-D-
galactopyranoside (1c}0.20 g, 0.63 mmol), 1,4-dime-
thylquinolinium iodide (0.18 g, 0.63 mmol) and ammo-
nium acetate (0.15 g, 1.9 mmol) in ethanol (20 ml) was
heated at 60°-70° C., with stirring for 1 h when t.l.c.
(chloroform-methanol, 5:4) indicated that the aldehyde
had been completely converted into the almost non-
mobile yellow product. The reaction mixture was
cooled, and filtered to give a yellow solid which was
washed sequentially with ethanol, acetone and ether to
give (23c) as mustard yellow sohid (0.33 g, 90%), m.p.
216°-220° C. (decomp.), [alp—17° (¢ 1, DMOS)-
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(Found: C, 48.89; H, 5.28; N, 2.36. Ca5sH23INO7.2H,0
calc.: C, 48.63; H, 5.22; N, 2.27%).

This compound had good water solubility, and was
an excellent substrate for E. Coli B-galactosidase (K,
0.062), with 95% of vmax being achieved at a concentra-
tion of 0.5 mM (at higher concentrations slight substrate
inhibition was noted). In buffer at pH 10 the released
phenol had Apax 525 (€ 35,000) and in DABCO butffer it
was 560 (e 37,000). |

4-{2-[4-(2-acetamido-2-deoxy-B-D-glucopyranosylox-
y)-3-methoxyphenyl]-vinyl }-1-methylquinolinium
10dide (23b).

A stirred suspension of 4-formyl-2-methoxyphenyl
2-acetamido-2deoxy-8-D-glucopyranoside (1b)}(0.25 g,
0.70 mmol), 1,4-dimethylquinolinium 1odide (0.20 g,
0.70 mmol) in ethanol (20 ml) containing ammonium

acetate (0.16 g, 2.1 mmol) and ammonia (conc.) (0.12

m!) was heated at 60°-70° C. The mixture soon turned
orange and reaction was complete after 1.5 h as indi-
cated by t.l.c. (chloroform-methanol, 5:4). The solid
material was filtered off and washed sequentially with
ethanol, acetone and ether to give (23b) as a fine yellow
solid {0.34 g, 78%, m.p. 207°-212° C. (decomp.),
[alp+28° (c 1, DMOS)}Found: C, 52.12; H, 5.01; N,
4.78. C29H31IN72O7 cale. C, 52.10; H, 5.02; N, 4.50%).

The compound had good water solubility an was a
fair substrate for NAGase

2-{2-[4-(B-D-Galactopyranosyloxy)-3-methoxy-
phenyl]vinyl}-1-methylpyridinium iodide (17c)

4-formyl-2-methoxyphenyl B-D-galactopyranoside
(1c)(0.12 g, 0.38 mmol), 1,2-dimethylpyridinium iodide
(0.12 g, 0.51 mmol) and methanolic sodium methoxide
(1M, 0.38 ml, 0.38 mmol) in methanol (10 ml) was care-
fully heated until the reagents had completely dis-
solved, after which the reaction mixture was allowed to
cool to room temperature. A yellow precipitate started
to separate after about 2 h. The reaction mixture was
left over-night (18 h), after which the precipitate was
filtered off and washed well with methanol to give
(17¢)(0.11 g, 54%) as a fine yellow solid, m.p. 210°-230°
C. (decomp.), [a]lp—14° (c 1, DMSO).

2-[2-(4-phosphoroyloxy-3-methoxyphenyl)-vinyl]-1-
methylquinolintum iodide (21f)

To a stirred rusty-red solution of partly dissolved
phenol,  2-[2-(4-hydroxy-3-methoxyphenyl)-vinyl]-1-
methylquinolinium iodide (21a)}0.28 g, 0.67 mmol) in
dry pyridine (§ ml) was carefully added phosphorus
oxychloride (0.10 m], 1.1 mmol). An exothermic reac-
tion occurred, but the reaction mixture remained heter-
ogencous and did not markedly change colour. Small
samples of the reaction mixture were regularly taken
and basified to monitor the presence of unreacted phe-
nol. After 3 h a considerable amount of phenol still
appeared unreacted, so more phosphoroyloxy chloride
(0.10 m}, 1.1 mmol) was added. The reaction was stirred
for a further 30 min before being quenched by the addi-
tion of a little ice to hydrolyse the phosphorus oxychlo-
ride ester complex. The reaction mixture at first became
homogeneous, but a small amount of an orange precipi-
tate soon started to form. The pyndine-water solvent
was evaporated on a rotary evaporator, and the residue
shaken with ethanol from which a fine sohd separated
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out. It was filtered off and washed with ethanol and

acetone to give a yellow very hygroscopic product

20

(0.14 g) which on exposure to moist air-collapsed to a
red syrup.

It was very soluble in water to give a pale yellow
solution, which reacted rapidly with alkaline phospha-
tase to liberate the corresponding phenol. However, the
extreme hygroscopic nature of this compound made
rather unstable in storage. .

2-[2-(4-phosphoroyloxy-3,5-dimethoxyphenyl)-vinyl}-
1-methylquinolinium iodide (22f), pyridinium salt

Phosphoroloxy chloride (0.10 ml, 1.0 mmol) was

carefully added to an ice-cold stirred suspension of

2-[2-(4-hydroxy-3,5-dimethoxyphenyl)-vinyl}-1-
methyquinolinium iodide (22a)(0.29 g, 0.65 mmol) 1n
dry pyridine (5 ml). The ice cooling was removed after
the addition was completed and the reaction was stirred
for another 3 h. The mixture remained heterogeneous
but during the reaction period, its colour changed from
red to orange. The reaction mixture was then quenched
with ice, whereupon the mixture became homogeneous
but the product soon separated out as an orange solid.
The mixture was evaporated to dryness and the result-
ing solid shaken with ethanol (50 ml), and then filtered
off and washed successively with ethanol and acetone
to give (22f)(0.25 g, ca. 66%) as an orange powder.

The product was very soluble in water and was good
substrate for alkaline phosphatase (K, 0.68 mM), with
42% of vmax being achieved at a concentration of 0.5
mM.

4-{2-(4-Phosphoroyloxy-3,5-dimethoxyphenyl)-vinyl}-
1-propylquinolintum (25f).

To a stirred suspension of 4-{2-(4-hydroxy-3,5-dime-
thoxyphenyl-vinyl}-1-propylquinolinium iodide
(25a)(0.59 g, 1.2 mmol) in ice-cold anhydrous pyndine
(10 ml) was carefully added phosphoroyloxy chioride
(0.12 ml, 1.2 mmol). As soon as the addition was com-
plete, the mixture was allowed to warm to room tem-
perature. The colour changed to red and the mixture
become homogeneous. After 1% h, it was decomposed
with ice and stirred for 5 min before the pyridine and
excess water was removed on a rotary evaporator. The
resulting residual solid was finally extracted with etha- -
nol to remove any residual pyridinium chloride, and
filtered to give the phosphate as a zwitterion (0.40 g,
78%), m.p. 185°-195° C. (decomp.) as an orange pow-
der, which turned dark red on storage (Found: C, 61.32;
H, 5.69; N, 3.05. C22H23NOgP calc.: C, 61.68; H, 5.41;
N, 3.27%).

The phosphate was water soluble and was an excel-
lent substrate for alkaline phosphatase (Km 0.176) with
86% of vmax being achieved at a concentration of 1 mM.
The liberated phenol had Amgx 535 nm (H20, pH 10) €
33,800; Amax 605 nm (DABCO in 4:1 water-acetone) €
38,100. -

4-{2-[4-(B-D-Galactopyranosyloxy)-3,5-dimethoxy-
phenyl]-vinyl}-1-methylquinolinium iodide (24c)

A suspension of 4-formyl-2,6-dimethoxyphenyl 8-D-
galactopyranoside (2c)}0.20 g, 0.58 mmol), 1,4-dime-
thylquinolinium iodide (0.17 g, 0.58 mmol) in ethanol
(20 ml) containing ammonium acetate (0.15 g 1.9 mmol)
was stirred at about 60° C. for 5§ h. The dark orange
precipitate which formed during the reaction was then
filtered off and washed with ethanol followed by ace-
tone to give (24c)(0.25 g, 70%) an orange solid.

The product was easily soluble in water and was
good a substrate for E. Coli B-galactosidase.
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2-{2-[4-(B-D-Galactopyranosyloxy)-3,5-dimethoxy-
phenyl]-vinyl}-1-methylguinolinium iodide (22c¢)

A suspension of 4-formyl-2,6-dimethoxypheny! B-D-
galactopyranoside (0.19 g, 0.55 mmol), 1,2-dimethyl-
quinolinium iodide (0.16 g, 0.55 mmol) in ethano! (20
ml) containing ammonium acetate (0.13 g, 1.7 mmol)
was stirred at about 60° C. for 5 h. The dark orange
precipitate which formed during the reaction was then
filtered off and washed with ethanol followed by ace-
tone to give (22¢)(0.2 g, 86%) as an orange powder.

The product was easily soluble in water and was a
good a substrate for E. Coli B-galactosidase.

4,6-dioxo-5-(4-propanoyloxy-3,5-dimethoxyphenylme-
thylene)-2-thioxo-1,3-diazacyclohexane (28d, n=1)

Syringaldehyde propionate (2d, n=1)(2.38 g) was
dissolved in glacial acetic acid (20 ml) and a solution of
2-thiobarbituric acid (1.5 g) in hot acetic acid (10 ml)
was added. The reaction mixture was heated under
reflux for about 1 min, during which time it turned an
orange-red colour and an orange solid separated out.
The reaction mixture was allowed to stand at room
temperature for 1 h, and the product then filtered off to
give (284, n=1)(2.8 g, m.p. 252°-254° C.).

The compound was a poor-to-moderate substrate for
carboxyesterase, and its solubility in water was not
- particularly good. |

Potassitum
1-(benzene-4-sulfonate)-4-(4-Benzolyloxy-3,5-dime-
thoxyphenylmethylene)-3-methyl-5-pyrazalone (39e).

1-(Benzene-4-sulphonic acid)-3-Methyl-5-pyrazalone
(0.16 g, 0.63 mmol) was dissolved in warm acetic acid
(10 ml) containing potassium acetate (0.19 g, 1.9 mmol).
The solution was cooled to room temperature and
syringaldehyde benzoate (2¢)(0.18 g, 0.63 mmol) was
added. The solution rapidly turned orange, and an
orange precipitate formed. After 3 h the precipitate was
filtered off, and washed washed well with acetone to
give (29¢)(0.30 g, 90%) as an orange solid, m.p.>250°
C.(Found: C, 51.17; H, 4.25; N, 4.62, Co¢H21N2O3gSK.3-
H>0 calc. C, 50.81; H, 4.43; N, 4.56%).

The compound was a substrate for carboxyesterase.

1,3-Diethyi-4,6-dioxo-5-(4-phosphoroyloxy-3,5-dime-
thoxyphenylmethylene)-2-thioxo-1,3-diazacyclohexane
(27F)

Disodium vanillyl phosphate (1f}(0.2 g, 0.725 mmol)
Iprepared according to Williams and Naylor, J. Chem.
Soc. (Section B), 1971, 1973] was dissolved in water (4
ml) and conc. hydrochloric acid added (1drop) fol-
lowed by 0.15 g (0.725 mmol) of 1,3-diethyl-2-thiobar-
bituric acid. The reaction mixture was kept at room
temperature for 24 h. during which time a small amount
of yellow solid had separated. This was ignored and the
whole mixture was evaporated to dryness under re-
duced pressure to give a solid, which was recrystallised
from water-acetone-ethyl acetate to give the phosphate
(2Q7f) in 54% vyield, m.p.>250° C. |

It had good solubility in water and TRIS buffer at pH
9 and was cleaved by alkaline phosphatase to give a
bright red solution. The released phenol had A;uqx 514
nm (e 31,000).
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2-{2-[4-(B -D-GalactOpyranosyloxy)-3-methoxy-
phenyl]-vinyl}-3-methylbenzothiazolium tosylate (26c).

4-Formyl-3-methoxypheny! fB-D-galactopyranoside
(1c)(3.14 g, 0.01 mol) was dissolved in hot methanol (20
ml) and 2,3-dimethylbenzothiazolium tosylate (3.35 g,
0.01 mol) was added followed by a drop of piperidine.
The mixture was heated under reflux for 2 h, during
which time it become strongly coloured. The reaction
mixture was then cooled and ether (200 ml) was added
to precipitate the product as an orange solid, which was
well washed with methanol to give (26¢){4.8 g, 80%,
m.p. 147°-149° C., [a]p—10.4°0 (c 1, DMSO)}. (Found:
C, 55.66; H, 5.28; N, 2.11. C30H34011NS; Calc: C, 55.54;
N, 5.28; N, 2.16.)

The galactoside was very soluble in water, and when
a solution in buffer at pH 6.8 was treated with S-D-
galactosidase from E. Coli it reacted to give an intense
violet-red solution.

The pH optimum of the galactoside was pH 6.5, K,
0.23 mM, and 95% of vmax Was achieved at a concentra-
tion of 1 mM, but it started to show substrate inhibition
above 0.7 mM. The released phenol had Apax 520 nm (€
93,000) at pH 9.2. In DABCO buffer in the presence of
20% acetone it had Amax 540 nm (e 100,000).

Formulation of a Kit for the Assay of
N-Acetyl-8-D-Glucosaminidase in Biological Fluids
(e.g. Urine)

‘The glucosaminide (4b) was finely powdered by
grinding in a motar and pestle.

The mixture of buffer salts was prepared by grinding
together citric acid monohydrate (74 g) and anhydrous
dipotassium hydrogen phosphate (86 g) in either a
macerater or coffee grinder. It is important that the two
compounds be very intimately mixed, such that on dis-
solving 0.2 g 1in 10 ml water, a pH of 4.5+0.1 1s ob-
tained.

The above glucosaminide (4.1 g) was then mixed with
with 100 g of the above buffer salt mixture, and the pale
yellow solid mixed very thoroughly by shaking (MIX-
TURE A). When 0.2 g of this mixture was dissolved in
10 ml of water a 1.5 mM solution of the substrate in
phosphate-citric acid buffer was obtained at pH
4.5+0.1. |

The stopping buffer was made by dissolving 1,4-
diazabicyclo[2.2.2]octane (IDABCO)(112 g) in a mixture
of acetone (800 ml) and water (200 ml).

The kit consists of two tightly stoppered bottles. The
first bottle (12-20 ml capacity) contains 0.2 g of MIX-
TURE A and the second bottle contains 10 ml of the

- STOPPING BUFFER.
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METHOD. The MIXTURE A is dissolved in 10 ml
of distilled water to give SOLUTION A. The solution
should be allowed to stand in a thermostatically con-
trolled bath at 37° C,, and then 0.75 ml of the solution is
added to a series of suitable tubes of 2 ml capacity. To
these tubes is added, with vigorous stirring, 0.50 ml
aliquots of the urines under examination, and a blank is
prepared by adding 0.05 ml of distilled water rather
than urine to one of the tubes. The tubes are then incu-
bate for a set length of time (preferably 30 min), after
which 0.25 m! of the STOPPING BUFFER is added to
each tube and the absorption (A) at 505 nm is deter-
mined for each sample, and adjusted for the value of the
blank.

The enzyme activity of the enzyme in each sample is
given by the expression using and €m,qx=42,000.
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4 % 108 % 1.05 % 1 X% 1000
e X 1 X 1000 x 1t X 0.05

= (A/1) X 1232 5

Enzyme activity (uM. A~ 1L-1) =

where t=time of incubation in hours

METHOD FOR THE ASSAY OF
ARYLESTERASE IN SERUM 0

The propionate (11d, n=1)(22.4 mg) was dissolved in
100 m! of borate buffer at pH 8 [prepared by dissolving
boric acid (3.09 g) and potassium chloride (3.73 g) in
water (1000 ml) and adjusting the pH to 8 by the addi-
tion of 2M sodium hydroxide solution] to give a 0.5 mM
solution of the substrate (K,,=0.025 mM)

The serum samples were diluted by a factor of 10
prior to the assay. The substrate solution and the diluted
sera were then preincubated at 37° C. in a water bath.
Aliquots (0.75 ml) of the substrate solution were then
pipetted into small plastic tubes (2 ml capacity), and
0.05 ml samples of the sera were added to each of the
substrate aliquots and shaken vigorously to ensure ade-
quate mixing. A blank was run by substituting water
(0.05 ml) for the serum. The reaction was stopped after
10 min by the addition of the stopping buffer (0.25 ml}
[prepared by dissolving DABCO (22.4 g) in water (200
ml) and adjusting the pH to 10 by the addition of a little
conc. hydrochloric acid. The resulting mixture was
then made up to 1000 ml with acetone]. The absorption
(A) was then measured at 529 nm and the enzyme activ-
ity calculated on the basis of an €;4x=47,500.
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: S TS [P _ 1000 x 10
Enzyme activity (uM - h—'LT7%) = T % 1000 < 1o
0.05 x 1
= (A/1) X 442]
where t=time of incubation i1n hours 40

ASSAY OF CARBOXYLIC ACID HYDROLASE
E.C 3.1.1.1

The benzoate ester (11e) was suitable for the assay of
carboxyesterase, using a substrate concentration of 0.25 45
mM (K,, 0.033 mM). Otherwise it was carried out in
exactly the same ways as above

AX 105 % 1.05 %1 X

g ip-ly o 1000x 10
Enzyme activity (uM - h—*'L™!) = € X 1 X 1000 %X 1 X

0.05 X 1
We claim: =

1. A reagent for assaying an enzyme comprising a
substrate consonant with a given enzyme to be assayed,
labelied with a chromogenic group which, on action of
the given enzyme, is liberated to give a colored product,

characterized in that the reagent is of the formula: 60

S—2

where S 1s a structural element substrate recognized by
the enzyme, and Z is a chromogenic group released by 65
enzymatic cleavage of the S—Z bond, and further char-
acterized in that the released chromogenic group 1s of
the formula:

50
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X Aryl—(CR=CR'),,~Het

where Aryl is any ary! group, nis 0-3, R and R’ are any
compatible group that does not hinder the enzyme, Het
is any heterocylic group capable of extending the delo-
calization of electrons from the aryl group, and X is
selected from the group —O— or —NR— where R 1s
any compatible group that does not hinder the enzyme.

2. A reagent as claimed in claim 1, wherein said aryl
group is a phenol group incorporating solubilizing (hy-
drophilic) groups.

3. A reagent as claimed in claim 1, wherein said
heterocylic group (Het) is of the formula:

A
R~ 1
——— Z
/
X=—Y
wherein

A is selected from the group O, S, or NR where R is
H, alkyl or any other compatible group that does
not hinder the enzyme,

X is selected from the group O, S, or NR where R 15
H, alkyl or any other compatible group that does
not hinder the enzyme,

Y is selected from the group C=0, C=S, or C=NR
where R is H, alky! or any other compatible group
that does not hinder the enzyme,

Z is any compatible nitrogen linked group that does
not hinder the enzyme selected from the group
consisting of NH; N-alkyl; N-aryl, N—(CH3)x.
CO»H, salts and esters: N—(CH3?)xNR3, and salts;
N—(CH3)xSO3H, and salts; and N—(CH3):NR3X,
where R is alkyl, x is 1-6, and X i1s O, S, or NH and
R7 is H, alkyl, aryl or any compatible group that
does not hinder the enzyme.

4. A reagent as claimed in claim 1, wherein said heter- -

ocyclic group (Het) is of the formula:

A
R~ |
e Z
/
X=N
wherein

A is selected from the group O, S, or NR where R is
H, alkyl or any other compatible group that does
not hinder the enzyme,

X is selected from the group C-alkyl, C-aryl or any
other compatible carbon linked group that does not
hinder the enzyme,

Z is any compatible nitrogen linked group that does
not hinder the enzyme selected from the group
consisting of NH; N-alkyl; N-aryl; N—C¢H4SO3H,
and salts; N—(CH»)xCO>H, salts, esters and am-
ides; and N—(CH3)xSO;3H, and salts; wherein x 1s
from 1 to 10, and R7is H, alkyl}, aryl or any compat-
ible group that does not hinder the enzyme.

5. A reagent as claimed in claim 1, wherein said heter-

ocyclic group (Het) is of the formula:
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R4 X
|
\ B
| 5
A,

wherein
each of A and B independently 1s any compatible
nitrogen linked group selected from the group
consisting of: NH; N-alkyl; N-aryll N—
CeHa4SO3H, and salts; N—(CH,),CO»H, salts, es-
ters and amides; and N—(CH3),SO3H and salts;
wherein x i1s from 1 to 10
X, Y and Z are selectable independently from the
- groups O, S and NR, where R is H, alkyl or any
other compatible group that does not hinder the
enzyme
and R7is H, alkyl, aryl or any compatible group that
does not hinder the enzyme.
6. A reagent as claimed in claim 1, wherein said n1s in

the range of 1 to 3 and the heterocyclic group (Het) is
of the formula:

10
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wherein:
R1lis alkyl, aryl or any other compatible group that 33
does not hinder the enzyme and R9, R®, R¢and R4
are independently selectable among the groups H,
alkyl, aryl or any other compatible groups that do
not hinder the enzyme and may be independent or
linked to form saturated or unsaturated ring struc-
tures.
1. A reagent as claimed in claim 1, wherein said n 1s in
the range 1 to 3 and the heterocyclic group (Het) is of

the formula:
45

—( > Rc
N+

/

50
Rij

Rb

wherein:

R!!is alkyl, aryl or any other compatible group that
does not hinder the enzymes and R4 and R?, are
independently selectable among the groups H,
alkyl, aryl or any other compatible groups that do
not hinder the enzyme and may be independent or
linked to form saturated or unsaturated ring struc-
tures.

8. A reagent as claimed in claim 6, wherein said chro-
mogenic group is capable of selective absorption onto
cellulose and related polymers under mildly basic con-
ditions.

9. A kit for the assay of an enzyme comprising:

a reagent comprising a substrate consonant with a

given enzyme to be assayed, labelled with a chro-
mogenic group which, on action of the given en-
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zyme, 1s liberated to give a colored product, char-
acterized in that the reagent is of the formula:

S—2Z

where S is a structural element recognized by the en-
zyme, and Z 1s a chromogenic group released by enzy-
matic cleavage of the S—Z bond, and further character-
ized in that the released chromogenic group is of the
formula:

—X—Aryl—{CH=—=CR"),—Het

where Aryl is any aryl group, nis 0-3, R and R’ are any
compatible group that does not hinder the enzyme, Het
is any heterocyclic group capable of extending the delo-
calization of electrons from the aryl group, and X i1s
selected from the group —O— or —NR— where R 1s
any compatible group that does not hinder the enzyme, -
said reagent being appropriate for assay of said enzyme
and being packaged In a first container;

a stopping buffer packaged in a second container; and

a buffer suitable for incubation of said enzyme, said

buffer being present with the reagent in said first
container or being packaged in a third container.

10. A kit according to claim 9, wherein said reagent 1s
in aqueous solution in satd first container.

11. A kit according to claim 10, wherein said buffer 1s
present 1n said first container.

12. A kit according to claim 9, wherein said stopping
buffer comprises DABCO.

13. A kit according to claim 9, wherein the aryl group
of said reagent is a phenol group incorporating solubi-
lizing (hydrophilic) groups.

14. A kit according to claim 9, wherein the heterocy-
clic group (Het) of said reagent is of the formula:

wherein

A 1s selected from the group O, §, or NR where R is
H, alkyl or any other compatible group that does
not hinder the enzyme,

X 1s selected from the group O, S, or NR where R i1s
H, alkyl or any other compatible group that does
not hinder the enzyme,

Y is selected from the group C=0, C=S, or C==NR
where R is H, alkyl or any other compatible group
that does not hinder the enzyme.

Z is any compatible nitrogen linked group that does
not hinder the enzyme selected from the group
consisting of NH; N-alkyl; N-aryl, N—(CH3),.
CO;H, salts and esters; N—(CH2)xNR3, and salts;
N—(CH));xSO3H, and salts; and N—(CH3):NR3X,

- where R 15 alkyl, xis 1-6, and X 1s O, S, or NH,

and R’is H, alkyl, aryl or any compatible group that
does not hinder the enzyme.

15. A kit according to claim 9, wherein the heterocy-

clic group (Het) of said reagent is of the formula:
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A
R+ i
e V4
/
X=N
wherein:

A 1s selected from the group O, S, or NR where R 15
H, alkyl or any other compatible group that does
not hinder the enzyme,

X 1s selected from the group C-alkyl, C-aryl, or any
other compatible carbon linked group that does not
hinder the enzyme, |

Z 1s any compatible nitrogen linked group that does
not hinder the enzyme selected from the group
consisting of NH; N-alkyl; N-aryl; N—CgH4SO3H,
and salts; N—(CH»)xCOyH, salts, esters and am-
ides; and N—(CH3)xSO3H, and salts; wherein x 1s
from 1 to 10,

and R7is H, alkyl, aryl or any compatible group that
does not hinder the enzyme.

16. A kit according to claim 9, wherein the heterocy-

clic group (Het) of said reagent is of the formula:

wherein

A is any compatible nitrogen linked group selected
from the group consisting of: NH; N-alkyl: N-aryl;
N—CgH4SO3H, and salts; N—(CH;),CO-H, salts,
esters and amides; and N—(CH>»),SO3H and salts:
wherein x 1s from 1 to 10

X, Y and Z are selectable independently from the
groups O, S and NR, where R 1s H, alkyl or any
other compatible group that does not hinder the
enzyme

and R’/ 1s H, alkyl, aryl or any compatible group that
does not hinder the enzyme.
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17. A kit according to claim 9, wherein n in the for-
mula for the reagent is in the range of 1 to 3 and wherein
the heterocyclic group (Het) of sald reagent 1s of the
formula:

wherein
R11is alkyl, aryl or any other compatible group that
does not hinder the enzyme and R%, R%, Rc¢and R¢
are independently selectable among the groups H,
alkyl, aryl or any other compatible groups that do
not hinder the enzyme and may be independent or
linked to form saturated or unsaturated ring struc-
tures.
18. A kit according to claim 9, wherein n in the for-
mula for the reagent is in the range of 1 to 3 and wherein

the heterocylic group (Het) of said reagent is of the

formula:

Ry Rb

wherein
R11is alkyl, aryl or any other compatible group that
does not hinder the enzyme and R? and R?, are
independently selectable among the groups H,
alkyl, aryl or any other compatible groups that do
not hinder the enzyme and may be independent or
linked to form saturated or unsaturated ring struc-
tures.
19. A kit according to claim 9, wherein X in the for-
mula for the reagent is O and wherein the chromogenic
group has a high affinity for cellulose or cellulose deriv-

atives.
¥ ¥ ¥ * :
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